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Abstract

Purpose—There is growing evidence that interaction between stromal and tumor cells is pivotal
in breast cancer progression and response to therapy. Based on earlier research suggesting that
during breast cancer progression, striking changes occur in CD10* stromal cells, we aimed to
better characterize this cell population and its clinical relevance.

Experimental Design—We developed a CD10* stroma gene expression signature (using HG
U133 Plus 2.0) on the basis of the comparison of CD10 cells isolated from tumoral (n = 28) and
normal (n = 3) breast tissue. We further characterized the CD10* cells by coculture experiments of
representative breast cancer cell lines with the different CD10* stromal cell types (fibroblasts,
myoepithelial, and mesenchymal stem cells). We then evaluated its clinical relevance in terms of
in situ to invasive progression, invasive breast cancer prognosis, and prediction of efficacy of
chemotherapy using publicly available data sets.

Results—This 12-gene CD10* stroma signature includes, among others, genes involved in
matrix remodeling (MMP11, MMP13, and COL10A1) and genes related to osteoblast
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differentiation (periostin). The coculture experiments showed that all 3 CD10* cell types
contribute to the CD10* stroma signature, although mesenchymal stem cells have the highest
CD10™" stroma signature score. Of interest, this signature showed an important role in
differentiating in situ from invasive breast cancer, in prognosis of the HER2* subpopulation of
breast cancer only, and potentially in nonresponse to chemotherapy for those patients.

Conclusions—Our results highlight the importance of CD10* cells in breast cancer prognosis
and efficacy of chemotherapy, particularly within the HER2* breast cancer disease.

Introduction

Tumor epithelial cells are surrounded by the tumor microenvironment, which is composed
of the extracellular matrix (ECM) and various other cell types, such as endothelial cells,
(myo)fibroblasts, and leukocytes. There is growing evidence that interaction of these other
cell types with tumor cells is pivotal in breast cancer progression and response to therapy.

Several studies have provided insight on the molecular characteristics differentiating tumor-
associated stroma from normal stroma (1-5). Allinen and colleagues were the first to
conduct systematic profiling of different stromal cell types isolated through cell type—
specific cell surface markers and magnetic beads (1). Their work suggested that during
cancer progression, striking changes in gene expression occurred in almost every cell type,
with the most dramatic and consistent changes (other than in the malignant epithelial cells)
detected in cells that were characterized by the surface marker CD10, which encompasses
myoepithelial cells and myofibroblasts. Later, 2 research groups conducted exploratory
global gene expression analyses of the tumor microenvironment using laser capture
microdissected (LCM) tumor and normal breast samples (2, 3). Both publications reported
important expression changes in genes related to the ECM in the cancer stroma compared
with the normal stroma. In addition, the study by Ma and colleagues also compared the
epithelium and stromal compartment of ductal carcinoma in situ (DCIS) and invasive ductal
carcinoma (IDC) lesions: They observed no significant differences at the transcriptome level
between the malignant epithelium of DCIS and IDC, whereas they found a significant
number of genes differentiating DCIS and IDC lesions in the stromal compartment (2).

Very recently, Bauer and colleagues (4) analyzed gene expression profiles from paired
cancer-associated and normal fibroblasts from 6 breast tumor specimens isolated through a
method similar to the one developed by Allinen and colleagues (1) followed by short-term
cell culture. They identified a list of 31 genes differentiating cancer-associated from normal
fibroblasts. On the basis of these genes and consistent with previous work, they suggested
that the cancer-associated fibroblasts contribute to cancer growth and progression by
enhancing ECM production, promoting stromal—epithelial paracrine signaling, and altering
steroid hormone metabolism.

However, the analysis of the clinical relevance of stroma-related molecular signatures has
been relatively limited to date. Finak and colleagues identified a stromal signature [referred
to henceforth as stroma-derived prognostic predictor (SDPP)] by comparing gene expression
profiles of tumor stroma and matched normal stroma isolated by LCM from 53 primary
breast tumors (5). SDPP predicted outcome in several published whole tumor—derived gene
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expression data sets and especially in the HER2™ breast cancer subgroup. In parallel, using a
prototype-based clustering approach, we developed a stroma metagene (referred to
henceforth as PLAU) as a list of genes specifically correlated to PLAU, which was
associated with prognosis only in the HER2* breast cancer subgroup (6). Using a similar
approach, Farmer and colleagues defined their stromal metagene (referred to henceforth as
DCN) as a list of genes correlated to decorin; DCN was able to predict chemore-sistance in
patients treated with preoperative chemotherapy (7).

In this article, we aimed to gain further knowledge about the breast cancer stroma cellular
compartment, which, according to Allinen and colleagues (1), undergoes the most extensive
changes when compared with normal breast tissue. We therefore compared CD10™" cells
issued from tumor and normal breast tissue on the basis of an approach similar to the one
used by Allinen and colleagues but differing from that used by Bauer and colleagues (4) in
the sense that we did not submit the isolated cells to short-term culture. We further aimed to
characterize the cell type— specific contribution of the stroma by carrying out coculture
experiments and to investigate the 3-fold clinical relevance of our findings, with regard to
the DCIS/invasive transition, breast cancer prognosis, and prediction of the efficacy of
preoperative chemotherapy. From the results, it appears that CD10* cells may be
particularly clinically relevant in HER2* breast cancer.

Materials and Methods

Patients

Patients with IDC were recruited for the study at the Institut Jules Bordet, Brussels,
Belgium. Breast tissues were obtained at the time of the surgery. Because Finak and
colleagues showed that stroma surrounding histologically normal ducts from tumor
specimen and stroma isolated from reduction mammoplasties were highly similar at the gene
expression level (8), we used histologically normal tissue distant from at least 2 cm from the
tumor as normal breast tissue.

The study was approved by the ethics committee of the Institut Jules Bordet. All patients
included in this study signed the consent form.

Isolation of CD10" cells

To isolate CD10* cells from breast tissues, we established a procedure similar to the one
described by Allinen and colleagues (1) and schematically illustrated in Supplementary Fig.
S1. Briefly, we mechanically dissociated carcinoma and normal samples using a scalpel,
after confirmation of the pathologist (D. Larsimont) on the tumor and normal nature of the
sample. Fragments were incubated in a 12-well culture dish with a mixture of collagenase
type IV (LS004189; Worthington Biochemical Corporation) in X-VIVO 20 Serum-free
Medium (BE04-448Q; Cambrex) in a 37°C incubator with 5% CO, with constant agitation
for 1 to 2 hours, depending on the size of the sample. Following dissociation, the digestion
product was filtered through a BD Falcon Cell Strainer (352340; BD Biosciences) using
piston syringe and washed with X-VIVO medium. The EpCAM™* cells were first isolated
using the Human EpCAM Selection Kit, followed by a depletion of the CD45* cells using
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the Human CD45 Depletion Kit from the same company. The CD10* cells were further
isolated from the unicellular suspension using human CD10* selection kit. All selection kits
were from STEMCELL Technologies and were used according to the manufacturer’s
instructions. The purity of the population was checked by flow cytometry [antibodies
CD326 (EpCAM) FITC from Milteny Biotec, APC anti-human CD45 from Pharmingen, and
PE mouse anti-human CD10 from Pharmingen].

Cell cultures

The 7 breast cancer cell lines MCF-7, T47D, LY2 (ER*/HER2"), MDA-MB-231, (ER™/
HER2"), SKBR3, MDA-MB-361, BT474 (HER2"), and the CD10™ cell lines HS57BST
(myoepithelial cells) and CRL2564 (fibroblasts) were obtained from the American Type
Culture Collection (ATCC). They were cultured according to the media indicated by ATCC,
except the HS57BST, which we did not stimulate with epidermal growth factor
(Supplementary Table S1). Mesenchymal stem cells (MSC) were isolated from bone
marrow from a single female healthy donor and cultured as reported previously (9).

For the coculture experiments (each possible combination of a breast cancer cell line with a
specific type of CD10* cells), the CD10* cells were first plated in Petri dishes until
subconfluence. At that time, the epithelial cells were added on top of the CD10* cells. After
4 days of coculture, the CD10™ and epithelial cells were isolated using flow cytometry. The
CD10* cells used as control were not cocultured with breast cancer cells. All coculture
experiments were done in duplicate. Fluorescence-activated cell sorting (FACS) was then
carried out with a 3-laser FACSAria | flow cytometer (Becton Dickinson) at high pressure
(70 psi) using the same anti-CD10 and anti-EpCAM antibodies as above. Compensation
adjustments were conducted with cocultures stained with a single color. Double staining on
each cell culture was used as a positive control for the gating strategy. Cells were sorted in
1.5-mL collection tubes containing 350 pL of lysis buffer (Absolutely RNA Microprep Kit,
Agilent).

Gene expression data

We used the Human Genome U133-2.0 plus GeneChips to generate the gene expression
data. More information about the experiments can be found in Supplementary Methods.

Gene expression data were normalized by using the quantile normalization method of Affy
package version 1.28.0 (10) of the Bioconductor software project (http://
www.bioconductor.org/). Subsequently, data were log2 transformed. Microarray data are
deposited in the Gene Expression Omnibus database under accession number GSE27120.

The CD10* signature

To select the genes for the CD10™ signature, we carried out a class comparison of the tumor-
associated CD10* cells (n = 28) with CD10* cells from normal breast tissues (n = 3) using
the 10% most variant probe sets across the entire series (n = 5,467 probe sets). The Student t
test was used to compare the mean values of probes across groups. To overcome the
problem due to multiple testing, a false discovery rate (FDR ref. 11) approach was used to
select the top probe sets.
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We first selected those genes with an absolute fold change (FC) = 1.5 and FDR < 0.05 for
describing the genes differentially expressed and an absolute FC > 4 and FDR < 0.01 to
generate the CD10* signature, respectively.

Using those genes, the CD10* signature was computed for each sample as

s:Zwixl/Z |w;|
i i

where x; is the expression of a gene included in the set of genes of interest and w; is either +
1 or — 1 depending on the increased or decreased expression in tumor-associated CD10 cells
versus CD10 cells from normal breast tissue, respectively. When different probe sets
represented the same gene, only the most variant one was included in the signature. Also,
when a probe set did not match an Entrez GenelD, it was not included in the signature.

The F test was used to compare the variances of genes of the CD10™ signature between
tumor-associated and normal CD10" cells.

The list of genes in the CD10* stromal signature and the corresponding annotations have
been submitted to GeneSigDB (12).

Analysis of gene expression data

For the cell culture data, the Kruskal-Wallis test was applied to identify the differently
expressed probes (i) between cell lines and (ii) between the subtypes of each cell line. The
Wilcoxon test was used to compute the differences between the different cell lines. It was
not applied to the analyses within the different cell lines because the number of samples was
too small for these comparisons. To overcome the problem due to multiple testing, the FDR
approach was used for the different CD10* stroma signature genes, except again for
comparisons within the different cell lines due to the small number of samples (11). The fold
change was calculated by the average difference between those groups.

To assess whether stromal genes can also be expressed in breast cancer epithelial cells, we
examined the data from the invasive breast cancer cell lines from Neve and colleagues (13).
We first classified the cell lines according to the main 3 molecular subgroups of breast
cancer: estrogen receptor-negative (ER™)/HER™, HER2*, and ER*/HER2™ based on the ER
and HER2 mRNA expression levels using the SCMGENE classifier as implanted in the
genefu R package.

To evaluate the implication of the stromal genes in the transition from DCIS to invasive
breast cancer, we used publicly available gene expression data from matched DCIS/invasive
cancer (14).

To investigate the prognostic value of the CD10" stroma signature, gene expression data sets
were retrieved from public databases or authors’ websites. We used normalized data (log2
intensity in single-channel platforms or log2 ratio in dual-channel platforms) as published by
the original studies. Hybridization probes were mapped to Entrez GenelD as described (15),
using RefSeq and Entrez database version 2007.01.21. When multiple probes were mapped
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to the same GenelD, the one with the highest variance in a particular data set was selected.
Seven public breast cancer microarray data sets were used (refs. 16—-24; Supplementary
Table S2). Because we wanted to evaluate the pure prognostic value of the signature, we
only considered patients who did not receive any systemic anticancer treatment. Distant
metastasis-free survival was used as survival end-point. However, when distant metastasis-
free survival was not available, we used relapse-free survival. We censored the survival data
at 10 years to have comparable follow-up across the different studies as described (6, 16,
25). The HR was estimated for each data set separately and combined using the inverse
variance-weighted method (26). The Kaplan—Meier product-limit estimator was used to
display time-to-event curves. The tertiles for the signature scores were computed within
each breast cancer molecular subtype separately to estimate the signature’s prognostic value
for each subtype.

To investigate the prognostic value of the CD10" stroma signature when treating patients
with anthracycline-based chemotherapy, we used gene expression data treated in the TOP
trial, NCT00162812 (27). In this trial, patients with ER™ tumors were treated with
anthracycline (epirubicin) monotherapy, allowing investigating anthracycline-specific
predictors. The area under the curve and its confidence interval (ClI) were estimated through
the concordance index (28), and its one-sided P value was determined by the Wilcoxon
rank-sum test.

All the analyses were conducted using R software version 2.9.2 (www.r-project.org).

Development of the CD10* stroma signature

Using an approach similar to that of Allinen and colleagues (1), we were able to isolate
tumor-associated CD10* cells (n = 28) as well as CD10* samples from normal breast tissues
(n = 3). The characteristics of the tumors are shown in Table 1.

A comparison between gene expression profiles of tumor-associated CD10* cells and
CD10* cells isolated from normal breast tissue (FDR < 0.05 and |FC| > 1.5; Supplementary
Table S3) revealed 242 probe sets that were significantly differentially expressed, including
genes involved in matrix remodeling, such as matrix metalloproteinases (MMP3, MMP11,
and MMP13), fibronectin, collagens (COL1A2, COL8A1, COL10A1, and COL11A1). This
list also included genes related to skeletal development such as periostin, matrilin-3,
CHRDL1, a BMP-4 antagonist, and the integrin-binding sialoprotein (Supplementary Table
S4). We computed the gene overlap between this list and the various published signatures
(Supplementary Table S5). All signatures showed some gene overlap except SDPP.
COL10AL, the gene which in our data set was the most differentially expressed between
tumor and normal CD10* cells, was present in all signatures, except PLAU and SDPP.

To develop a signature, we selected from the above reported comparison the most
differentially expressed genes, with |[FC| = 4 and FDR< 0.01 (Supplementary Table S6).
Twelve genes were selected on the basis of these criteria. The reason we developed a
signature based on a small number of genes was to facilitate its potential future translation
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into the clinic by evaluating a small number of genes using a reverse-transcriptase PCR
assay for instance. Figure 1 illustrates the expression of these genes according to the
molecular subtype of the tumors from which the CD10* cells were isolated. This figure
shows that the vast majority of CD10™ cells isolated from tumors show a clear differential
expression pattern, with PCOLCE2, GPX3, and ADH1B being overexpressed in normal
associated CD10* cells compared with the tumor-associated CD10* cells and the remaining
genes being overexpressed in the tumor-associated CD10* cells. For some tumors, the
expression pattern of CD10* cells does not seem to be very different from that of the normal
CD10* cells, as it is clearly the case for sample 1JB_CD10_27, suggesting that in some
tumors, these cells might still exhibit the same expression pattern as in normal breast tissue.

Because Bauer and colleagues (4) surprisingly reported a higher variability of global gene
expression in normal fibroblasts than in fibroblasts present in the tumor, we sought to
compare the variance of the genes from our signature between the tumor-associated CD10*
cells and the CD10* cells from normal breast tissues. We found that in contrast to findings
of the study of Bauer and colleagues, the variances for the genes from our signature are
nominally higher for the tumor-associated CD10* cells than for the normal CD10* cells,
although the P value generated by the F test was only significant for half of the genes
(Supplementary Table S7). This confirms that the variability of these specific genes is
higher in tumor-associated CD10™" than in normal CD10* cells.

Characterization of the CD10* stroma signature

To investigate whether our CD10* stroma signature genes were exclusively expressed in
stromal cells, we examined their expression levels in the breast cancer cell line data set
made available by Neve and colleagues (13). We observed that for half of the genes
included in the signature (ADH1B, COL10A1, GRP, HSD17B6, MATN3, and MMP13), the
expression level was below or around the 25th percentile of the expression values of the
array and did not show any variation across the different cell lines, suggesting that high
expression values of those genes are most probably not derived from the epithelial
compartment. However, some exceptions were observed. For example, GPX3 expression
levels were superior to the median of the arrays for almost half of the cell lines and we
observed significant variation across the cell lines. The expression levels of MMP11 were
above the 25th percentile; however, no strong variation was observed across the cell lines.
PCOLCE2 showed low expression in all cell lines except in the cell lines characterized by
the absence of ER and HER2 expression. POSTN showed low expression in all cell lines
except in HCC38, HS578T, and BT549, cell lines also characterized by the negativity of the
hormone receptors. Detailed results are available in Supplementary Fig. S2.

Several studies have revealed that some CD10* stroma cells can be derived from bone
marrow—derived progenitor cells, such as MSCs, which can be mobilized into the circulation
and incorporated into the tumor microenvironment. To analyze the contribution of the
different CD10™ cell types to the CD10* signature, we conducted coculture analyses of
representative breast cancer cell lines (see Materials and Methods) with different stroma cell
types expressing CD10* [(myo)fibroblast and myoepithelial cell lines, as well as MSCs
obtained from 1 healthy donor]. We then generated gene expression data of the different
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CD10™" stromal components which were and were not (controls) cocultured with the
different breast cancer cell lines. We first compared the CD10* stroma signature scores
according to the different CD10* cell types which were or were not cocultured with the
different breast cancer cell lines (Fig. 2, top left). We observed significantly different
signature scores in the 3 different cell types (P values: fibro-blasts/MSCs = 0.002, MSCs/
myoepithelial cells = 8 x 1079, fibroblasts/myoepithelial cells = 3x 1078), with the highest
scores observed in the MSCs followed by the fibroblasts. However, within each CD10™" cell
type, we also observed differences in the CD10" stroma signature scores between the
different cocultured and the control cells (Fig. 2).

Second, we compared the expression levels of the different CD10*stroma signature genes
according to the different CD10™" cell types. We observed significant changes in expression
levels of 11 of 12 signature genes, with the myoepithelial cells differing most from the
fibroblasts and MSCs (Supplementary Table S8). For 7 of 12 genes, expression levels were
significantly different between the MSCs and the fibroblasts. Figure 2 and Supplementary
Fig. S3 illustrate the expression values of the CD10* stroma signature genes for the control
and different coculture conditions for each CD10* cell type. Globally, COL10A1 and
MMP13 clearly have higher expression values in MSCs than in the 2 other cell types, with
the exception of COL10A1 of MSCs cocultured with ER™/HER2™ cell lines. On the contrary,
GJB2 and HSD17B6 display higher expression values in myoepithelial cells than in the other
cell types, whereas high expression levels of ADH1B and POSTN can clearly be attributed to
the fibroblasts and MSCs.

Third, we analyzed the differences in gene expression of the 12 genes from the signature
within each CD10™ subtype to see whether the expression of those genes varied among the
controls, the cocultures with HER2™, the cocultures with the ER/HER2™, and the cocultures
with the ER*/ HER2™ breast cancer cell lines. There were significant differences observed
for some genes (Fig. 2; Supplementary Fig. S3 and Supplementary Table S9-Supplementary
Table S11 for the results regarding the fibroblasts, MSCs, and myoepithelial cells,
respectively). Fibroblasts cocultured with ER™/HER2™ breast cancer cells expressed higher
levels of MMP13 than in the other fibroblasts. In MSCs, we observed lower levels of
HSD17B6 in the cocultures than in the control MSCs. Also, higher levels of POSTN were
observed in MSCs cocultured with HER2* and ER*/HER2™ breast cancer cells than in the
remaining MSCs, with the highest levels observed when cocultured with the HER2* cells. In
the myoepithelial cells, we observed higher levels of GIB2 and MATN3 in the cocultured
cells than in the control myoepithelial cells. Also, we observed a slight increase in HSD17B6
expression when cocultured with ER* breast cancer cells compared with the remaining
myoepithelial cells.

Of note, no significant differences in cell proliferation were noticed in the coculture
experiments, except that the ER*/HER2™ breast cancer cell lines were more proliferative
after coculture with fibroblasts than were the other breast cancer cell lines cocultured with
fibroblasts (Supplementary Fig. S4).
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Clinical relevance of the CD10* stroma signature

Because it has repeatedly been suggested that the progression of DCIS to invasive breast
cancer could be strongly dependent upon changes in the stroma (reviewed in ref. 29), we
aimed at investigating whether our CD10* stroma signature was able to differentiate DCIS
samples from their associated invasive counterparts. To this end, we used publicly available
gene expression data from DCIS and their associated invasive counterparts isolated by LCM
(14).

Interestingly, as illustrated in Fig. 3, our CD10* stroma signature was able to differentiate
DCIS from invasive cancer. This figure also illustrates the different expression levels of the
signature genes in DCIS and IDC.

Recently, 3 studies have investigated the clinical relevance of global gene expression
signatures describing the stromal compartment in invasive breast cancer (5-7) using gene
expression data generated from whole breast tumor tissue comprising both tumor epithelium
and stroma. To assess whether our CD10* stromal signature could predict outcomes from
such data, we analyzed available microarray data generated from whole tumors of 1,140
patients who did not receive any systemic treatment (16-24). Elevated values of our CD10*
stromal signature were associated with poor clinical outcome (HR, 2.17; Cl, 1.23-3.85; P =
0.008) in the HER2* subpopulation only (Supplementary Table S12). The Kaplan-Meier
curves are illustrated in Fig. 4. In agreement with previous reports, SDPP, PLAU, and DCN
also carried prognostic information in this same HER2" population (Supplementary Table
$12). The CD10* stroma signature was only correlated with PLAU and DCN but not with
SDPP (Supplementary Table S13), suggesting that these signatures represent different
biologic signals.

To test whether the clinical relevance of the CD10* stroma signature was specific for the
HER2™* subgroup, we carried out interaction tests. The CD10™ signature was significantly
different in the HER2* subgroup compared with the ER*/HER2™~ subgroup (P = 0.028) and
showed a trend toward significance compared with the ER™/HER2™ subgroup (P = 0.051).

We further wanted to evaluate whether our stroma signature was correlated with response/
resistance to chemotherapy or whether it was just associated with the natural history of the
disease. Collagens, which are part of the transport barrier imposed by the ECM and also part
of our signature (COL10A1 and COL11A1), have been shown to be, at least partly,
responsible for decreased penetration of therapeutic agents in the tumor (30). We therefore
investigated the association of our CD10™ signature with the pathologic complete response
status in the well-defined prospective TOP trial (27). Patients in this data set had ER™
tumors and were treated with preoperative epirubicin only. Similar to the above results, we
observed that the CD10™ stroma signature was only significantly associated with lack of
pathologic complete response in patients with HER2* tumors (Fig. 5). Consistent with the
fact that our signature was correlated with PLAU and DCN, these 2 signatures also were
associated with pathologic complete response in this subgroup of patients but not SDPP
(Supplementary Table S14). How-ever, these results should be interpreted with caution
given the small number of patients in this HER2* subgroup (n = 30).
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Discussion

In this article, we compared gene expression profiles from tumor-associated CD10* cells
with CD10* cells from normal breast tissue. Our hypothesis was that by selecting only
CD10™ cells, we investigated a more uniform stromal compartment at the cellular level
compared with previous publications, which used LCM to dissect the stroma fraction and
which thus considered the stroma as a uniform entity (2, 3, 5). Of note, the recent
publication of Bauer and colleagues (4) used a similar approach as the one we used, except
that they subjected the isolated cells to short-term culture, with the potential disadvantage
that it could mask some of the originally existing differences in gene expression and that
they did not investigate their potential clinical relevance.

As in previous descriptive studies, we found many genes associated with the remodeling of
the ECM, such as matrix metalloproteases, collagens, and fibronectin. Interestingly, we also
observed a certain number of genes linked with skeletal development such as periostin
(POSTN). It has been shown that POSTN is undetectable in normal breast tissues, whereas
elevated levels are observed in breast cancer tumor samples. It has also been shown that
serum POSTN levels are elevated in patients with breast cancer with bone metastases from
breast cancer (reviewed in ref. 31). Another recent report showed, using a well-defined
animal model, that bone metastases from breast cancer are associated with a marked
overexpression of this stroma-derived POSTN (32).

From the comparison between tumor and normal CD10* cells, we selected those genes with
the highest fold change and lowest corrected P value to develop the CD10* stroma
signature. To assess whether the genes included in this signature could also be expressed by
breast cancer epithelial cells, we examined the cell line data from the study of Neve and
colleagues (13). We observed that half of the genes (ADH1B, COL10A1, GRP, HSD17B6,
MATN3, and MMP13) showed a homogeneous low expression in the different breast cancer
cell lines, suggesting that these genes are not expressed in cultures of breast cancer cells.
Because CD10* cells encompass different cell types, (myo)fibroblasts, myoepithelial cells,
and MSCs, we carried out cell line coculture experiments to understand the contribution of
each cell type. Although the cell culture results should be taken with caution as these
coculture experiments are just an artificial representation of these CD10*/breast cancer
epithelial cell interactions, 3 main messages could be derived from the cell culture analyses.
First, in our comparison of the CD10" stroma signature scores between the 3 CD10* cell
types, weobserved that the highest signature scores were observed in MSCs, followed by the
fibroblasts. We further also observed changes inthe signature score within each cell type
following coculture with breast cancer cells. Second, comparison of the expression levels of
the different CD10™" stroma signature genes between the 3 CD10™ cell types clearly shows
that all 3 cell types contribute to the CD10* stroma signature. Indeed, some genes are more
highly expressed both in fibroblasts and MSCs (POSTN and ADH1B), whereas other genes
are more expressed in myoe-pithelial cells only(such as GJB2, PCOLCE2,and HSD17B6) or
MSCs only (MMP13 and COL10A1). Third, by investigating the expression levels of the
different CD10* stroma signature genes within each CD10* cell type, we observed that the
expression of some genes clearly differed in some coculture conditions compared with
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controls: MMP13 for the fibroblasts; HSD17B6 and POSTN for the MSCs; and GJB2,
MATNS3, and HSD17B6 for the myoepithelial cells.

We further aimed to investigate the clinical relevance of our CD10* stroma signature. We
first showed that our signature and the majority of its genes were able to discriminate DCIS
from associated invasive samples. This finding confirms previous findings that suggested
that progression from in situ to invasive breast cancer may not be due to the changes in the
epithelial cells but dependent upon the tumor microenvironment (2, 33, 34).

Using gene expression data generated from whole tumor tissue, we further showed that our
CD10™" stromal signature carried prognostic value in the HER2" breast cancer population of
patients with untreated breast cancer only. We observed similar results for the previously
developed stroma signatures, the PLAU module, and SDPP (6, 7). A moderate but
significant correlation was observed between our CD10* stroma signature and the PLAU
module, although it was generated using a completely different approach (CD10%cells
isolation vs. in silico development using whole tumor tissue gene expression data). On the
contrary, no correlation was observed between our signature and SDPP, although both were
developed from the comparison of tumor versus normal stroma. One possible reason for this
is that the authors who used SDPP isolated the stroma using LCM and therefore most
probably considered additional cell types. Why would this stroma signature be particularly
relevant in HER2™ breast cancer? In these HER2* cancers, the activity of HER2 can be due
to its transactivation. Cabioglu and colleagues recently suggested a novel mechanism of
HER2 transactivation through CXCL12/SDF1 stimulation of the CXC4R4 chemokine
receptor, and this was only in breast cancer cells that express high levels of HER2 (35). In
our cell line data, we observed that MSCs and especially fibroblasts cocultured with HER2*
breast cancer cells express very high levels of CXCL12 (data not shown). Alternatively,
POSTN could be playing a role in breast cancer progression of HER2* breast cancer, as
increased expression has been correlated with a worse prognosis (32) and as we observed
the highest levels of POSTN in our cell culture experiments in MSCs after coculture with
HER2™ breast cancer cells. However, the exact tumor—epithelium interactions explaining the
specific clinical relevance of the stroma in HER2* breast cancer still needs to be
investigated and will be the focus of future research.

We recognize the limitation of our study, that is, the underrepresentation of the different
molecular subgroups of breast cancer in the tumor population used for CD10* isolation.
However, to our knowledge, this is the first study that isolates a specific cellular stromal
compartment, in contrast to the majority of the previous studies, which used LCM, analyzed
extensively its clinical value, and further characterized it by coculture experiments.

To conclude, we believe that the comprehensive characterization of this well-defined stroma
compartment reinforces the importance of tumor epithelial-stroma cell interactions in
tumorigenesis. We highlighted that this stroma contribution, defined by the CD10* stroma
signature, seems particularly important in HER2* breast tumors.

We further showed an important role of this signature in differentiating in situ and invasive
cancers, in prognosis of HER2* patients, and potentially in nonresponse to chemotherapy for
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those patients. Altogether, we believe that these results may help to better identify those
patients for whom the cancer stroma is, at least partly, responsible for their worse prognosis
and for whom the stroma should thus be specifically targeted.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.

Acknowledgments
Grant Support

This project was supported by the MEDIC Foundation, Les Amis de I’Institut Bordet, the “Fonds National de la
Recherche Scientifique,” and the Brussels Region (Impulse Programme 2007).

References

1. Allinen M, Beroukhim R, Cai L, Brennan C, Lahti-Domenici J, Huang H, et al. Molecular
characterization of the tumor microenvironment in breast cancer. Cancer Cell. 2004; 6:17-32.
[PubMed: 15261139]

2. Ma XJ, Dahiya S, Richardson E, Erlander M, Sgroi DC. Gene expression profiling of the tumor
microenvironment during breast cancer progression. Breast Cancer Res. 2009; 11:R7. [PubMed:
19187537]

3. Casey T, Bond J, Tighe S, Hunter T, Lintault L, Patel O, et al. Molecular signatures suggest a major
role for stromal cells in development of invasive breast cancer. Breast Cancer Res Treat. 2009;
114:47-62. [PubMed: 18373191]

4. Bauer M, Su G, Casper C, He R, Rehrauer W, Friedl A. Heterogeneity of gene expression in stromal
fibroblasts of human breast carcinomas and normal breast. Oncogene. 2010; 29:1732-1740.
[PubMed: 20062080]

5. Finak G, Bertos N, Pepin F, Sadekova S, Souleimanova M, Zhao H, et al. Stromal gene expression
predicts clinical outcome in breast cancer. Nat Med. 2008; 14:518-527. [PubMed: 18438415]

6. Desmedt C, Haibe-Kains B, Wirapati P, Buyse M, Larsimont D, Bon-tempi G, et al. Biological
processes associated with breast cancer clinical outcome depend on the molecular subtypes. Clin
Cancer Res. 2008; 14:5158-5165. [PubMed: 18698033]

7. Farmer P, Bonnefoi H, Anderle P, Cameron D, Wirapati P, Becette V, et al. A stroma-related gene
signature predicts resistance to neoadjuvant chemotherapy in breast cancer. Nat Med. 2009; 15:68—
74. [PubMed: 19122658] Erratum in: Nat Med. 2009; 15:220.

8. Finak G, Sadekova S, Pepin F, Hallett M, Meterissian S, Halwani F, et al. Gene expression
signatures of morphologically normal breast tissue identify basal-like tumors. Breast Cancer Res.
2006; 8:R58. [PubMed: 17054791]

9. Meuleman N, Tondreau T, Delforge A, Dejeneffe M, Massy M, Libertalis M, et al. Human marrow
mesenchymal stem cell culture: serum-free medium allows better expansion than classical alpha-
MEM medium. Eur J Haematol. 2006; 76:309-316. [PubMed: 16519702]

10. Gautier L, Cope L, Bolstad BM, Irizarry RA. affy-analysis of Affymetrix GeneChip data at the

probe level. Bioinformatics. 2004; 20:307-315. [PubMed: 14960456]

11. Benjamini Y, Hochberg Y. Controlling the false discovery rate: a practical and powerful approach
to multiple testing. J R Stat Soc. 1995; B:289-300.

12. Culhane AC, Schwarzl T, Sultana R, Picard KC, Picard SC, Lu TH, et al. GeneSigDB-a curated
database of gene expression signatures. Nucleic Acids Res. 2010; 38(Database issue):D716-D725.
[PubMed: 19934259]

13. Neve RM, Chin K, Fridlyand J, Yeh J, Baehner FL, Fevr T, et al. A collection of breast cancer cell
lines for the study of functionally distinct cancer subtypes. Cancer Cell. 2006; 10:515-527.
[PubMed: 17157791]

Clin Cancer Res. Author manuscript; available in PMC 2015 May 27.



1duosnue Joyiny 1duosnue Joyiny 1duosnuen Joyiny

1duosnuep Joyiny

Desmedt et al.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

217.

28.

29.

30.

31.

32.

Page 13

Schuetz CS, Bonin M, Clare SE, Nieselt K, Sotlar K, Walter M, et al. Progression-specific genes
identified by expression profiling of matched ductal carcinomas in situ and invasive breast tumors,
combining laser capture microdissection and oligonucleotide microarray analysis. Cancer Res.
2006; 66:5278-5286. [PubMed: 16707453]

Shi L, Reid LH, Jones WD, Shippy R, Warrington JA, Baker SC, et al. MAQC Consortium. The
MicroArray Quality Control (MAQC) project shows inter- and intraplatform reproducibility of
gene expression measurements. Nat Biotechnol. 2006; 24:1151-1161. [PubMed: 16964229]

Desmedt C, Piette F, Loi S, Wang Y, Lallemand F, Haibe-Kains B, et al. Strong time dependence
of the 76-gene prognostic signature for node-negative breast cancer patients in the TRANSBIG
multicenter independent validation series. Clin Cancer Res. 2007; 13:3207-3214. [PubMed:
17545524]

Wang Y, Klijn JG, Zhang Y, Sieuwerts AM, Look MP, Yang F, et al. Gene-expression profiles to
predict distant metastasis of lymph-node-negative primary breast cancer. Lancet. 2005; 365:671—
679. [PubMed: 15721472]

Minn AJ, Gupta GP, Padua D, Bos P, Nguyen DX, Nuyten D, et al. Lung metastasis genes couple
breast tumor size and metastatic spread. Proc Natl Acad Sci U S A. 2007; 104:6740-6745.
[PubMed: 17420468]

Miller LD, Smeds J, George J, Vega VB, Vergara L, Ploner A, et al. An expression signature for
p53 status in human breast cancer predicts mutation status, transcriptional effects, and patient
survival. Proc Natl Acad Sci U S A. 2005; 102:13550-13555. [PubMed: 16141321] Erratum in:
Proc Natl Acad Sci U S A. 2005; 102:17882.

Satiriou C, Wirapati P, Loi S, Harris A, Fox S, Smeds J, et al. Gene expression profiling in breast
cancer: understanding the molecular basis of histologic grade to improve prognosis. J Natl Cancer
Inst. 2006; 98:262-272. [PubMed: 16478745]

Schmidt M, Béhm D, von Térne C, Steiner E, Puhl A, Pilch H, et al. The humoral immune system
has a key prognostic impact innode-negative breast cancer. Cancer Res. 2008; 68:5405-5413.
[PubMed: 18593943]

Bos PD, Zhang XH, Nadal C, Shu W, Gomis RR, Nguyen DX, et al. Genes that mediate breast
cancer metastasis to the brain. Nature. 2009; 459:1005-1009. [PubMed: 19421193]

van de Vijver MJ, He YD, van’t VVeer LJ, Dai H, Hart AA, Voskuil DW, et al. A gene-expression
signature as a predictor of survival in breast cancer. N Engl J Med. 2002; 347:1999-2009.
[PubMed: 12490681]

van ‘t Veer LJ, Dai H, van de Vijver MJ, He YD, Hart AA, Mao M, et al. Gene expression
profiling predicts clinical outcome of breast cancer. Nature. 2002; 415:530-536. [PubMed:
11823860]

Haibe-Kains B, Desmedt C, Piette F, Buyse M, Cardoso F, Van’tVeer L, et al. Comparison of
prognostic gene expression signatures for breast cancer. BMC Genomics. 2008; 9:394. [PubMed:
18717985]

Cochrane WG. Problems arising in the analysis of a series of similar experiments. J R Stat Soc.
1937; 4:102-118.

Desmedt C, Di Leo A, Azambuja E, Larsimont D, Haibe-Kains B, Selleslags J, et al. Multi-
factorial approach to predicting resistance to anthracyclines. J Clin Oncol. 2011; 29:1578-1586.
[PubMed: 21422418]

Harrell FEJ, Califf R, Pryor D, Lee KL, Rosati RA. Evaluating the yield of medical tests. JAMA.
1982; 247:2543-2546. [PubMed: 7069920]

Schnitt SJ. The transition from ductal carcinoma in situ to invasive breast cancer: the other side of
the coin. Breast Cancer Res. 2009; 11:101. [PubMed: 19291276]

Netti PA, Berk DA, Swartz MA, Grodzinsky AJ, Jain RK. Role of extracellular matrix assembly in
interstitial transport in solid tumors. Cancer Res. 2000; 60:2497-2503. [PubMed: 10811131]
Ruan K, Bao S, Ouyang G. The multifaceted role of periostin in tumorigenesis. Cell Mol Life Sci.
2009; 66:2219-2230. [PubMed: 19308325]

Contie S, Voorzanger-Rousselot N, Litvin J, Clezardin P, Garnero P. Increased expression and
serum levels of the stromal cell-secreted protein periostin in breast cancer bone metastases. Int J
Cancer. 2011; 128:352-360. [PubMed: 20715172]

Clin Cancer Res. Author manuscript; available in PMC 2015 May 27.



1duosnue Joyiny 1duosnuely Joyiny 1duosnuey Joyiny

1duosnue Joyiny

Desmedt et al. Page 14

33. Bombonati A, Sgroi DC. The molecular pathology of breast cancer progression. J Pathol. 2011,
223:307-317. [PubMed: 21125683]

34. Hu M, Yao J, Carroll DK, Weremowicz S, Chen H, Carrasco D, et al. Regulation of in situ to
invasive breast carcinoma transition. Cancer Cell. 2008; 13:394-406. [PubMed: 18455123]

35. Cabioglu N, Summy J, Miller C, Parikh NU, Sahin AA, Tuzlali S, et al. CXCL-12/stromal cell-
derived factor-lalpha transactivates HER2-neu in breast cancer cells by a novel pathway involving
Src kinase activation. Cancer Res. 2005; 65:6493-6497. [PubMed: 16061624]

Clin Cancer Res. Author manuscript; available in PMC 2015 May 27.



1duosnue Joyiny 1duosnuely Joyiny 1duosnuey Joyiny

1duosnuep Joyiny

Desmedt et al.

Page 15

Translational Relevance

In this study, we aimed at getting further insight on the molecular characteristics
differentiating tumor-associated stroma from normal stroma and to investigate the
potential clinical relevance of the breast stroma. We specifically concentrated on CD10*
cells as the most striking changes in gene expression were reported during breast cancer
progression in this particular cell population from the breast cancer microenvironment
(Allinen and colleagues). We highlighted that this stroma contribution, defined by the
CD10* stroma signature, has a clinical relevance, particularly in patients with HER2*
tumors, where it is associated with worse prognosis and potentially to nonresponse to
chemotherapy. We believe that these results may help to better identify those patients for
whom the cancer stroma is, at least partly, responsible of their worse prognosis and for
whom the stroma should thus be specifically targeted.
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Figure 2.

Box plots representing the CD10* stroma signature and the CD10* signature genes in the
different CD10™ cell types (cocultures with different subtypes of breast cancer cell lines and
controls are represented separately).
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Figure 3.

Box plots representing the CD10* stroma signature score and the individual gene expression
values between the IDC and DCIS groups from Schuetz and colleagues (14) originally
profiled on the Affymetrix HG U133Plus2.0. *P < 0.01; **P < 0.001.
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Figure5.

Receiver operator characteristic curve analysis of the ability of the CD10™ stroma signature
and the A-score to discriminate patients with pathologic complete response from patients
with residual disease in the TOP trial: all ER™ patients (A), ER"/HER2™ (B), and ER™/
HER2* (C). AUC, area under the curve.
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Table 1

Characteristics of the tumors used to develop the CD10* stroma signature
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Patients, % (n)

(N =28)

Age,y

<50 7(25)

>50 21 (75)
Tumor size, cm

<2 11 (39)

>2 16 (57)

Missing 1(4)
Nodal status

NO 14 (50)

N1-N3 14 (50)
Histologic grade

Gl 3(11)

G2 11 (39)

G3 14 (50)
ER status

Negative 4 (14)

Positive 24 (86)
Progesterone receptor status

Negative 12 (43)

Positive 16 (57)
HER2 status

Negative (IHC 1+ or 2+ 26 (93)
or not amplified by FISH)

Positive (3+ or amplified) 2(7)

Abbreviation: IHC, immunohistochemistry.
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